Intraperitoneal administration of antibiotics together with peritoneal dialysis fluids (PDFs) remains the preferable route for treatment of peritoneal dialysis-related peritonitis. For home based therapy, antibiotic-containing PDFs are stored for up to two weeks and warmed up to body-temperature before administration. The present study investigated the compatibility of ciprofloxacin with five commercial PDFs at refrigeration-temperature, room-temperature and body-temperature. Ciprofloxacin concentrations were determined using high-performance liquid chromatography. Drugdiluent stability was evaluated by measurement of pH-values and visual inspection at each sampling point. The antimicrobial activity of ciprofloxacin was assessed by an E. coli disk diffusion method. Ciprofloxacin was stable at refrigeration-temperature and body-temperature in all PDFs evaluated over the whole study period of 14 days and 24 hours, respectively. At room-temperature, in contrast, ciprofloxacin demonstrated only limited stability in particular when tested in mixed Physioneal. Except for Physioneal 1.36%, no relevant drug adsorption was observed and the antimicrobial activity of ciprofloxacin was found to be preserved in each PDF at each storage condition investigated. Intraperitoneal ciprofloxacin might be used for inpatient and home based therapy of peritoneal dialysisrelated peritonitis and no compensatory dose adjustment is needed when stored for up to two weeks at refrigeration-temperature before use.
Results

Physical and chemical compatibility testing. Mean concentrations, inhibitory zone diameters and
mean pH values of ciprofloxacin over time in five different commercial PDFs are presented in Tables 1-3,  respectively. Defined as the time from preparation until the original concentration is reduced to ≤ 90%, ciprofloxacin was stable in all PDFs over the whole study period of 14 days at refrigeration-temperature (6 °C) and 24 hours at body-temperature (37 °C). At room-temperature (25 °C) , in contrast, ciprofloxacin was stable over 7 days in Extraneal, over 2 days in mixed Physioneal 2.27% and Physioneal 3.86%, and less than 6 hours in mixed Physioneal 1.36% (Table 1) . In aqueous solution controls, ciprofloxacin was stable at each storage condition over the whole study period with concentrations ranging between 97.9-103.6% of the calculated target concentration.
Visual inspection revealed no color changes, particulate matter or haze over the whole study period in any PDF, at any storage condition investigated. Significantly increased pH values were observed for all PDFs stored at refrigeration-temperature and for all PDFs except Extraneal when stored at room-temperature (for all p < 0.01). At body-temperature, significant pH increases were observed for Nutrineal, Physioneal 1.36% and Physioneal 3.86% (Table 2) . With a maximum difference of 8.7% between the calculated target concentration and the initially measured concentration in Physioneal 1.36%, no relevant initial drug adsorption was observed in any PDF at any storage temperature evaluated (Table 1 ).
In vitro antimicrobial activity testing. The antimicrobial activity of ciprofloxacin was evaluated by an E. coli diffusion disk inhibition assay which demonstrated relative inhibitory zone diameters ranging from 93.1 to 106.9% of the calculated target concentration in aqueous solution. Thus, no relevant reduction of antimicrobial activity was observed over the whole study period in any PDF and at any storage condition investigated (Table 3) . PDFs without study drug demonstrated no antimicrobial activity (data not shown).
Discussion
Intraperitoneal ceftazidime, cefepime or aminoglycosides are currently recommended first line therapies for gram negative coverage in empiric treatment of PDRP. However, several clinical studies demonstrated that antimicrobial regimens containing oral fluoroquinolones for gram negative coverage achieve comparable results 6, 7, 15 . Pharmacokinetic studies have shown that IP administration of ciprofloxacin results in a markedly higher IP drug exposure, in particular among PD patients with frequently prescribed co-medications like phosphate-binding aluminum antacids which significantly reduce bioavailability of oral ciprofloxacin [16] [17] [18] . www.nature.com/scientificreports www.nature.com/scientificreports/ As a fluoroquinolone antimicrobial, ciprofloxacin exhibits concentration-dependent killing with Cmax/ MIC or AUC/MIC as the best fitting PK/PD indices 19 . With regard to these indices, a Cmax/MIC > 10 or AUC/ MIC > 125 (for gram-negative pathogens) was associated with improved clinical and microbiological outcome 19 . Thus, IP administration of ciprofloxacin might be beneficial for patients with PDRP. Table 2 . pH values of ciprofloxacin admixed to different commercial peritoneal dialysis fluids at various temperatures and time points.
www.nature.com/scientificreports www.nature.com/scientificreports/ Noteworthy, a recently published study investigated the influence of differently composited PDFs on the in vitro activity of cefepime, ciprofloxacin, ertapenem, meropenem and tobramycin 20 . It was demonstrated that the activity of time-dependent antimicrobials such as cefepime, ertapenem and meropenem was strongly reduced whereas the concentration-dependent drugs ciprofloxacin and tobramycin were highly active and demonstrated dose-dependent bactericidal activity in all PDFs investigated 20 . Thus, the markedly higher ciprofloxacin concentrations achieved over IP route, together with the avoidance of chelation interactions of concomitantly administered fluoroquinolones, might improve clinical and microbiological outcomes of patients with PDRP.
However, compatibility data with commercially available PDFs are prerequisite for clinical usage of IP ciprofloxacin, but to date there are only two studies available which revealed partly discrepant results. Mawhinney et al. investigated the stability of ciprofloxacin 25 mg/L in 1.36% glucose-containing PDFs over 42 days at 4 °C, 20 °C and 37 °C 21 . In that study, ciprofloxacin was stable at each storage condition over the whole study period 21 . Kane et al. evaluated the stability of ciprofloxacin 25 mg/L in 1.5% and 4.25% glucose-containing PDFs over 2 weeks at 4 °C, one week at 25 °C and 2 days at 37 °C 22 . Sufficient stability of ciprofloxacin was observed only at 25 °C and 37 °C, whereas at 4 °C drug concentrations were reduced marginally below 90% within the first time interval of 12 hours 22 . Due to the rapid initial decline and the lack of a further decrease in drug concentrations between hours 12 and 336 drug adsorption to the container material was concluded by the authors to be the most probable explanation 22 . In both studies, drug concentrations were determined using high-performance liquid chromatography (HPLC). However, in these studies no differently composited commercial PDFs such as amino acid or icodextrin-containing solutions, which are frequently used in clinical routine, were investigated. Further, according to the recommendations by De Vin et al., currently used PDFs possess significant differences in their composition (e.g. buffer, osmotic agent, pH) and therefore compatibility data should not be extrapolated from one PDF or antibiotic to another 14 . The present study investigated the compatibility of ciprofloxacin with five different commercial PDFs at refrigeration-temperature (6 °C), room-temperature (25 °C) and body-temperature (37 °C). Ciprofloxacin was stable in all PDFs, over the whole respective study period of 24 hours at body-temperature (37 °C) and 14 days at refrigeration-temperature (6 °C), but only over 7 days in Extraneal, < 6 hours in mixed Physioneal 1.36% and 2 days in mixed Physioneal 2.27% and Physioneal 3.86%, when tested at room-temperature (25 °C).
Interestingly, ciprofloxacin was stable in Physioneal 1.36% at 6 °C and 37 °C but not at 25 °C demonstrating an initial drop after the first measurement without a further decline over time. A previous study by Manley et al. investigated the stability of amphotericin B lipid complex (ABLC) in PDFs at three different temperatures (4 °C, 25 °C and 37 °C). When evaluated in 1.5% glucose containing PDF at 4 °C and 37 °C ABLC was stable over the whole study period whereas at 25 °C, ABLC concentrations dropped below 80% at the first time point with a relatively little further decline, suggesting drug adsorption to the PVC container material not decomposition 23 .
Significantly increased pH values were observed in diverse PDFs at all storage conditions investigated. However, these pH changes have not influenced chromatographic results and drug degradation > 10% was only observed at room-temperature (25 °C). Nonetheless, the activity of commonly used antimicrobials like aminoglycosides or some beta-lactams might be influenced by pH changes and should therefore be taken into account for combination therapy [24] [25] [26] [27] . However, for the first generation cephalosporin cefazolin and the glycopeptide vancomycin, both first-line antimicrobials for gram-positive coverage of PDRP, no significant differences of antimicrobial activity were observed under varying pH conditions 25, 26 . Thus, ciprofloxacin in combination with cefazolin or vancomycin might be a useful alternative for empiric treatment of PDRP.
With regard to diluent stability and drug-container interactions, visual inspection of drug containing and control PDFs revealed no abnormalities and, further, no relevant initial drug adsorption was observed in any PDF at any storage condition investigated. Aside from chemical and physical stability, the antimicrobial activity of ciprofloxacin was found to be preserved as demonstrated by the E. coli disk diffusion assay.
The following limitations of this study should be noted. First, all experiments were performed with peritoneal dialysis solutions of only one manufacturer. Second, the compatibility of ciprofloxacin with different commercial PDFs was only investigated alone.
Thus, if ciprofloxacin is used with similar PD solutions of other brands or in combination with concomitantly administered drugs such as antibiotics, heparin or insulin, potential influences on its compatibility should be taken into account.
In conclusion ciprofloxacin was stable at refrigeration-temperature (6 °C) and body-temperature (37 °C) in all PDFs evaluated over the whole study period of 14 days and 24 hours, respectively. At room-temperature (25 °C) , in contrast, ciprofloxacin demonstrated only limited stability in particular when tested in mixed Physioneal. Therefore, ciprofloxacin might be used for inpatient and home based therapy of PDRP and no compensatory dose adjustment is needed when stored at refrigeration-temperature for up to two weeks before usage. Further studies are warranted to investigate the clinical efficacy of IP ciprofloxacin.
Methods
Sample preparation. The compatibility of ciprofloxacin with five different PDFs (Extraneal 2000 mL, 75 g/L icodextrin; Nutrineal 2000 mL, 1.1% amino acids; Physioneal 40 1.36% glucose 2000 mL (chamber A 725 mL, chamber B 1275 mL); Physioneal 40 2.27% glucose 2000 mL (chamber A 725 mL, chamber B 1275 mL) and Physioneal 40 3.86% glucose 2000 mL (chamber A 725 mL, chamber B 1275 mL); all Baxter Healthcare Corp., Deerfield, IL, USA) was investigated at three different storage conditions: over 14 days at refrigeration-temperature (6 °C) and room-temperature (25 °C) and over 24 hours at body-temperature (37 °C). Ciprofloxacin (Ciprofloxacin Kabi 400 mg/200 mL, Meiji Seika Pharma Co. Ltd.) was obtained in form of 2 mg/mL infusion solutions. Fifty milliliters of the ciprofloxacin solution were measured with a volumetric flask and injected into the respective PDF bags sterilely. To minimize residues, the volumetric flask was washed out with 50 mL aqua bidest. and the obtained solution was injected additionally. For the two-chambered bag system of Physioneal, www.nature.com/scientificreports www.nature.com/scientificreports/ ciprofloxacin was injected into the low-pH chamber A (725 mL) which was mixed with the buffer containing chamber B (1275 mL) directly after administration. Thus, the calculated ciprofloxacin concentration in each PDF investigated was 47.62 mg/L. Respectively, three ciprofloxacin containing PDF bags plus one control PDF bag without study drug were used at each storage condition investigated. Thus, in total, 60 PDF bags were used in the present study. Additively, glass containers with equal ciprofloxacin concentrations in aqueous solutions were run as control at each storage condition investigated. All PDF bags and glass containers were stored light-protected in temperature-controlled rooms and sampling was performed in duplicates as follows: 0 (directly after injection of ciprofloxacin), 24, 48, 72, 168, 336 hours for storage at refrigeration-temperature (6 °C); 0, 6, 24, 48, 72, 168, 336 hours at room-temperature (25 °C) and 0, 2, 4, 6, 12, 24 hours at body-temperature (37 °C). Ciprofloxacin concentrations were determined using high-performance liquid chromatography (HPLC) and drug stability was defined as the time from preparation until the original content is reduced to ≤ 90% by chemical degradation.
In vitro antimicrobial activity testing. A disk diffusion inhibition assay with Escherichia coli (ATCC 25922) was used to evaluate the antimicrobial activity of ciprofloxacin after exposure to different storage conditions and periods. Therefore, bacteria were grown overnight on Columbia agar plates (COS; 5% sheep blood Columbia agar plates, Biomerieux), resuspended in 0.9% sterile saline to a concentration equivalent to 0.5 McFarland standard and plated on COS agar plates. Each sampling point was evaluated in duplicates by impregnating 6 mm filter disks with the respective sample. Inhibitory zone diameters were measured after an incubation of 24 hours at 37 °C (± 1 °C). Obtained inhibitory zone diameters were compared to the initially measured concentrations, directly after injection of ciprofloxacin, and are presented in Table 2 . Aqueous solutions containing equal ciprofloxacin concentrations and blank PDFs without ciprofloxacin were tested for quality assurance (data not shown). For assessment of drug adsorption (drug-container interactions) calculated target concentrations were compared to the initially measured concentrations obtained directly after injection, as recommended by De Vin et al.
14 . To evaluate drug-diluent stability, the pH was measured in duplicates and all PDF bags were visually inspected for haze, particulate matter or color changes, at each sampling point. . The linear gradient started from 1% B to 44% B in 10 min, then purging with 95% B for 5 min., and again 1% B to equilibrate the column for 5 min before application of the next sample (total analysis time 20 min). The injection volume was 5 µl each and the detection wavelength was set at 275 nm to quantify peak areas of standards, samples and possible degradation products, ciprofloxacin eluted at 7.74 min. No shift of the retention time could be observed at all during the complete period of analysis. The quantification was carried out using a calibration curve with ciprofloxacin as external standard. After collection the samples were analyzed immediately. The autosampler tray was kept at 10 °C, preliminary investigations showed that the storage of the samples in the autosampler at 10 °C till analysis did not affect the ciprofloxacin concentrations at all (data not shown). All sample series were analyzed within one day, at each timepoint samples from 3 PD bags were taken and analyzed in duplicate (6 measurements per timepoint and temperature) and the mean value was calculated. Each sample series was interspersed with several Quality Control (QC) samples of known concentrations to ensure the validity of the results. Ciprofloxacin gave an isolated peak in the chromatogram with nice peak shape (symmetry factor 1.0 to 1.15) and no generated degradation products were detected in any of the sample solutions. All chromatograms were re-evaluated via PDA using other non-selective wavelength (e.g. 190 nm), no further peaks, peak shoulders or similar phenomena could be observed in comparison to PDF without drug, indicating no coeluting other compound(s). The peak purity of the ciprofloxacin peak was checked for all analyses via PDA, peak purities of 0.9999 were found for the ciprofloxacin peaks (range from 0 to 1.0000) attesting no coeluting degradation products. System suitability test of the standard solution gave 0.47% RSD (peak area, n = 6). To test the specificity of the method, the single PDFs were injected and no peak could be detected within the detection window of ciprofloxacin. No carry over could be seen after consecutive injection (10 times) of the standard solution. The precision of the method (ciprofloxacin solution in PDF) gave 0.79% RSD (peak area, n = 6). The linearity of the standard solution between 0,5 mg/L and 150 mg/L (1% to 300% of the expected ciprofloxacin concentration) showed r = 0.9998. The concentrations are provided as mean values (3 PDF bags each analysed twice at the same time point and temperature).
Sample Analysis by High Performance Liquid Chromatography (HPLC)
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